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Abstract
Background: Hypoxia induces the proliferation of lung fibroblasts in vivo and in vitro. However,
the subcellular interactions between hypoxia and expression of tumor suppressor p53 and cyclin-
dependent kinase inhibitors p21 and p27 remain unclear.
Methods: Normal human lung fibroblasts (NHLF) were cultured in a hypoxic chamber or exposed
to desferroxamine (DFX). DNA synthesis was measured using bromodeoxyuridine incorporation,
and expression of p53, p21 and p27 was measured using real-time RT-PCR and Western blot
analysis.
Results: DNA synthesis was increased by moderate hypoxia (2% oxygen) but was decreased by
severe hypoxia (0.1% oxygen) and DFX. Moderate hypoxia decreased p21 synthesis without
affecting p53 synthesis, whereas severe hypoxia and DFX increased synthesis of both p21 and p53.
p27 protein expression was decreased by severe hypoxia and DFX. Gene silencing of p21 and p27
promoted DNA synthesis at ambient oxygen concentrations. p21 and p53 gene silencing lessened
the decrease in DNA synthesis due to severe hypoxia or DFX exposure. p21 gene silencing
prevented increased DNA synthesis in moderate hypoxia. p27 protein expression was significantly
increased by p53 gene silencing, and was decreased by wild-type p53 gene transfection.
Conclusion: These results indicate that in NHLF, severe hypoxia leads to cell cycle arrest via the
p53-p21 pathway, but that moderate hypoxia enhances cell proliferation via the p21 pathway in a
p53-independent manner. In addition, our results suggest that p27 may be involved in compensating
for p53 in cultured NHLF proliferation.
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Background
Hypoxia is observed in many physiological and patholog-
ical conditions, including interstitial lung diseases, acute
respiratory distress syndrome, chronic obstructive pulmo-
nary diseases, asthma, wounded tissues, neoplasmas, and
atherosclerosis [1-5]. Under such hypoxic conditions,
fibroblast proliferation with enhanced production of
extracellular matrix (ECM) and marked fibrosis are key
components to understanding tissue remodeling [6,7].
Fibroblast proliferation with enhanced production of
ECM is an important feature of hypoxia-associated lung
diseases, and several in vitro studies have also shown that
exposure to moderate hypoxia stimulates the proliferation
of lung fibroblasts, with enhanced production of collagen
molecules [2,8,9]. In addition, hypoxia is one of the fac-
tors known to cause secondary pulmonary hypertension
and pulmonary vascular remodeling [2]. According to a
WHO statement in 1996, there were approximately 140
million people living at altitudes above 2500 m and there
are several areas of permanent habitation at altitudes in
excess of 4000 m. After several weeks of exposure to high
altitude, lowlanders develop pulmonary hypertension,
which is not completely reversed by supplemental oxygen
[10], suggesting development of vascular remodeling of
the lung [11]. Secondary pulmonary hypertension is char-
acterized by proliferation of vascular smooth muscle cells
and pulmonary arterial fibroblasts with enhanced deposi-
tion of ECM in small pulmonary vessels [12-14]. These
results suggest that hypoxic enhancement of lung fibrob-
last proliferation contributes to the deposition of collagen
fibrils in the lung and progression of hypoxia-associated
lung diseases.
Under normal physiological conditions, the majority of
pulmonary cells are in a quiescent state, so for prolifera-
tion of pulmonary cells, which underlies pulmonary
remodeling, cells must enter the cell cycle. The most
important molecular event necessary for progress of the
cell cycle is phosphorylation of the retinoblastoma pro-
tein by cyclin-dependent kinase (CDK)-cyclin complexes
[15]. CDK activity can be inhibited by CDK inhibitors
(CKI) such as p21 and p27. Up-regulation of CKI blocks
cell cycle progression in the G1 phase, and down-regula-
tion of CKI is required for entry into the S phase [7]. How-
ever, the effect of hypoxia on mammalian cell
proliferation seems to be dependent on the cell type and
on oxygen concentration. In several cell types, severe
hypoxia or chemically induced anoxia has been shown to
induce G1 cell cycle arrest [16,17], whereas moderate
hypoxia has been shown to enhance cell proliferation
[3,18,19]. The results of previous studies have suggested
that p21 plays an important role in oxygen-dependent cell
proliferation [20,21], and that p27 regulates both hypoxic
pulmonary remodeling and cell cycle arrest in severe
hypoxia [17,22-25].
CKI p21 is a key regulator of the cell cycle when cells are
exposed to oxidative stress or NO, and plays an important
role in pulmonary arterial smooth muscle cell (PASMC)
proliferation via induction of p53 [26,27]. In tumors
expressing wild-type p53, the locations of cells undergo-
ing apoptosis strongly correlate with regions of hypoxia,
whereas tumors expressing mutant p53 have lower levels
of apoptosis in hypoxic regions [28]. p53 knock-out
mutant cells are more resistant to hypoxia-induced apop-
tosis, and have a selective growth advantage compared
with wild-type p53 cells [28,29]. These results support the
view that p53 has opposite functions toward cell prolifer-
ation under hypoxia. In addition, p53 accumulation
under hypoxic conditions is linked to hypoxia inducible
factor-1α (HIF-1α), which is known to be a central tran-
scriptional factor operating during hypoxia toward angio-
genesis [30,31].
Given these previous findings, it seems likely that p21,
p27 and p53 are key mediators in the hypoxic prolifera-
tion of lung fibroblasts. However, little is known about
the interactions between these proteins in this situation.
Moreover, it is also uncertain whether hypoxic accumula-
tion of p53 induces functional p21 protein [14,32-34],
since severe hypoxia and anoxia have been reported to
induce p53 protein by a pathway different from the path-
way induced by DNA-damaging agents [35]. The purpose
of this study was to investigate the participation of and
interaction between p21, p27 and p53 with respect to the
effect of hypoxic pulmonary proliferation in cultured nor-
mal human lung fibroblasts (NHLF) during hypoxia, and
with respect to anoxia chemically induced by desferrox-
amine (DFX). DFX is known as an iron chelator which
depletes iron and inhibits oxygen, Fe2+-, and oxoglutarate-
dependent dioxygenases [36].
Methods
Chemicals
Chemicals and materials were obtained from the follow-
ing sources: FGM-2 medium, recombinant human fibrob-
last growth factor (FGF), gentamycin, streptomycin and
amphotericin B came from Sanko Junyaku Co., Ltd.
(Tokyo, Japan); the bromodeoxyuridine (BrdU) prolifera-
tion assay kit came from OncogeneTM (Cambridge, MA,
USA); the ECL system came from Amersham (Bucking-
hamshire, UK); Moloney murine leukemia virus reverse
transcriptase came from Toyobo Co. Ltd. (Osaka, Japan);
the QuantitechTM SYBR Green PCR kit came from Qiagen
(Santa Clarita, CA, USA); Lipofectamine 2000, 4–12%
Bis-Tris Nupage gels, and MES-SDS running buffer came
from Invitrogen (Carlsbad, CA, USA); the DC protein
assay kit and polyvinylidene difluoride (PVDF) mem-
branes came from Bio-Rad Laboratories (Richmond, CA,
USA); rabbit anti-p21 polyclonal antibody, rabbit anti-
p27 polyclonal antibody, mouse anti-p53 monoclonal
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antibody, mouse anti-β-actin monoclonal antibody, and
horseradish peroxidase-conjugated goat anti-mouse and
rabbit came from Santa Cruz Biotechnology Inc. (Santa
Cruz, CA, USA). All other chemicals were purchased from
Sigma (St. Louis, MO, USA).
Cell cultures
NHLF were supplied by Sankou Junyaku Co., Ltd. and
grown in FGM-2 medium containing 2% fetal bovine
serum (FBS) with 50 μg/ml gentamycin, 50 ng/ml ampho-
tericin B and 1 ng/ml recombinant human FGF. Cells were
cultured in 75-cm2 tissue culture flasks (Corning, NY,
USA) in a cell-culture incubator (37°C, 5% CO2, and 95%
air), and used after the seventh passage following trypsini-
zation. According to the manufacture's data sheet, NHLF
are obtained from human peripheral lung tissue with
enzymatic digestion, and the cells are confirmed negative
staining for smooth muscle α-actin, cytokeratin 18, cytok-
eratin 19, and von Willebrand factor. The light micro-
scopic appearance of NHLF was unchanged and we
confirmed negative staining of smooth muscle α-actin up
to seventh passage, which excluded the transformation of
NHLF into a myofibroblast phenotype. Oxygen concen-
trations (0.1 – 10%) were modified using N2-CO2 incuba-
tors (BNR-110M; Tabai ESPEC Corp., Tokyo, Japan; 10–
0233, Ikemoto Rika Kogyo, Co., Ltd., Tokyo, Japan).
Assay of BrdU incorporation by NHLF
NHLF were seeded in 96-well culture disks at a density of
6,000 cells/cm2 and incubated for 48 h in serum-free Dul-
becco's modified Eagle's medium (DMEM), after which
the medium was changed to DMEM with 10% FBS and
antibiotics. The cells were then incubated for another 24
h in various oxygen concentrations, and various concen-
trations of DFX were added to some cultures. BrdU incor-
poration was measured using a BrdU proliferation assay
kit in accordance with the manufacturer's protocol.
Briefly, the cells were labeled with 10 ng/ml BrdU during
incubation. After labeling, the cells were washed three
times with cold phosphate-buffered saline (PBS), fixed,
air dried and treated with mouse anti-BrdU monoclonal
antibody (1:1000). After aspiration of the antibody solu-
tion, the cells were washed three times and incubated with
peroxidase goat anti-mouse IgG (1:2000) at room temper-
ature for 30 min, then the cells were washed three times
and 100 μM substrate solution was added to each well.
Plates were incubated for 10 min in the dark, after which
dual-wavelength absorbance at 450 – 540 nm was meas-
ured.
Propidium iodide staining
To determine whether the cell cycle is influenced by oxy-
gen concentration, flow cytometric analysis with propid-
ium iodide staining was performed. NHLF were seeded
into 6-well culture disks at a density of 6,000 cells/cm2
and incubated for 48 h in serum-free DMEM, after which
the medium was changed to DMEM with 10% FBS and
antibiotics. Next, the cells were incubated for 24 h in var-
ious concentrations of oxygen. To measure the DNA con-
tent, the cells were harvested using trypsin and
ethylenediamine tetraacetic acid (EDTA) and fixed with
70% ethanol. The ethanol was removed and cells were
incubated in PBS containing RNase (172 kunits/ml) at
37°C for 30 min, stained with propidium iodide (50 μg/
ml), and suspended in PBS for 30 min on ice. DNA fluo-
rescence was measured and flow cytometric analyses were
performed using an EPICS XL flow cytometer (Beckman
Coulter, CA, USA).
Real-time RT-PCR analysis of p21, p27, and p53 mRNA
NHLF were cultured in 6-well flat-bottomed culture plates
at a density of 6,000 cells/cm2 and cultured for 48 h in
serum free DMEM. The cells were washed twice with PBS,
then placed in DMEM supplemented with 10% FBS and
antibiotics in various concentrations of oxygen for the
indicated times with or without 100 μM DFX. The cells
were then harvested by trypsinization, washed three
times, and pelleted by centrifugation. Total cellular RNA
was obtained from the cells by a single extraction with an
acid guanidinium thiocyanate-phenol-chloroform mix-
ture [26]. RT was performed using 0.5 μg of total RNA.
cDNA synthesis was performed using 200 U of Moloney
murine leukemia virus reverse transcriptase, 5 μM oli-
goDT, 1 mM dNTP solution, and 3 mM Mg2+ in a volume
of 20 μl. The temperature profile was comprised of
annealing at room temperature for 5 min, extension at
44°C for 40 min, and termination at 99°C for 5 min. PCR
was performed for the resulting RT products using oligo-
nucleotide primers specific for p21, p27, p53, and β-actin.
The primers used were as follows: p21 forward primer 5'-
GGAAGACCATGTGGACCTGT-3', reverse primer 5'-
GGCGTTTGGAGTGGTAGAAA-3'; p27 forward primer 5'-
GCCCTCCCCAGTCTCTCTTA-3', reverse primer 5'-
TCAAAACTCCCAAGCACCTC-3'; p53 forward primer 5'-
GTTCCGAGAGCTGAATGAGG-3', reverse primer 5'-
TTATGGCGGGAGGTAGACTG-3'; β-actin forward primer
5'-GCAAGCAGGAGTATGACGAG-3', reverse primer 5'-
CAAATAAAGCCATGCCAATC-3'. All PCR reactions were
performed with a LightCycler™ PCR system (Roche Diag-
nostics, Meylan, France) using DNA-binding SYBR Green
dye for detection of the PCR products. The cycling condi-
tions were as follows: initial denaturation at 95°C for 15
min, followed by 50 cycles of denaturation at 94°C for 15
s, annealing at 55°C for 15 s, and extension at 72°C for
15 s. The β-actin gene was used as a reference. The PCR
products were isolated from the LightCycler™ glass capil-
laries and visualized by electrophoresis on 1.5% agarose
gels followed by ethidium bromide staining to confirm
the products. Each assay was replicated in six independent
experiments.
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Analysis of p21 mRNA stability
NHLF (6,000 cells/cm2) were seeded into 6-cm dishes for
48 h in serum-free DMEM. The cells were washed twice
with PBS, then placed in DMEM containing 10% FBS and
cultured under various oxygen concentrations for the
indicated periods with or without 100 μM DFX in the
presence of the transcription inhibitor actinomycin D (Act
D) (400 nM). The cells were then counted and p21 mRNA
stability was examined per 50,000 cells incubated with Act
D using real-time RT-PCR. Each assay was replicated in six
independent experiments.
Western blot analysis
NHLF were seeded into 10-cm dishes at a density of 6,000
cells/cm2 and cultured for 48 h in serum-free DMEM. The
cells were washed twice with PBS, then placed in DMEM
supplemented with 10% FBS and antibiotics. Cells were
then cultured in various oxygen concentrations for the
indicated times with or without 100 μM DFX. After incu-
bation, the cells were harvested and resuspended in pro-
tein lysis buffer (150 mM NaCl, 20 mM Tris-HCl, 1%
NP40, 10 mM EDTA, 10% glycerol, 1 mM PMSF, 10 μg/
ml aprotinin, 1 μg/ml leupeptin, 1 μg/ml pepstatin), then
incubated for 30 min on ice. After incubation, the cell lysis
buffers were centrifuged at 10,000 g for 15 min at 4°C to
remove the cell fragments, and the supernatants were ana-
lyzed for protein content using a DC protein assay kit.
Each sample was quantified, and then 25 μg of protein
was loaded onto each lane of a 4 – 12% Bis-Tris Nupage
gel with MES SDS running buffer, according to the manu-
facturer's instructions. The gel was transferred to a PVDF
membrane by electrophoresis at 100 V for 1 h. The mem-
brane was blocked using PBS, 0.2% Tween 20 (PBS-T) and
5% nonfat milk at room temperature for 1 h. All antibod-
ies were diluted in the same blocking buffer. The mem-
brane was then probed with rabbit anti-p21 polyclonal
antibody (1:1000 dilution), rabbit anti-p27 polyclonal
antibody (1:1000 dilution), mouse anti-p53 monoclonal
antibody (1:2000 dilution), and mouse anti-β-actin mon-
oclonal antibody (1:5000 dilution), and then incubated
for 1 h at room temperature. After incubation, the mem-
brane was washed with PBS-T and incubated with horse-
radish peroxidase-conjugated goat anti-rabbit or mouse
IgG (1:2000 dilution) for 2 h at room temperature. After
washing with PBS-T, an ECL system was used to detect the
proteins. Each assay was replicated in four independent
experiments.
Transfection of small interfering RNA (siRNA) into NHLF
p21, p27, p53 and control siRNAs were designed and syn-
thesized by B-Bridge International Inc. (Sunnyvale, CA,
USA). The p21, p27, p53 and negative control siRNA tar-
get sequences were 5'-CGUCAGAACCCAUGCGGCA-3',
5'-GGAGCAAUGCGCAGGAAUA-3', 5'-CUGGAAGA CU
CCAGUGGUA-3', and 5'-AUCCGCGCGAUAGUACGUA-
3', respectively. NHLF were seeded into 6-cm dishes and
incubated in DMEM with 10% FBS for 24 h, after which
time they had reached about 60% confluence. After rins-
ing, the cells were incubated with liposome solution com-
prised of Opti-MEM medium, Lipofectamine 2000 (10 μl/
ml), and siRNA (0 – 100 or 50 nM) with 10% FBS. After 8
h of incubation, the same amount of Opti-MEM medium
containing 10% FBS was added to the dishes or plates and
the incubation was continued for 16 h. After 24 h of trans-
fection, the liposome solutions were replaced with DMEM
containing 10% FBS. Next, the cells were harvested and
seeded into 6-cm dishes or 96-well plates at a density of
6,000 cells/cm2, then cultured for 24 h in various concen-
trations of oxygen or with 100 μM DFX. After incubation,
BrdU incorporation by the transfected cells was measured,
and Western blot analysis was performed to confirm tar-
get gene silencing by each siRNA.
Transient transfection of the p53 gene into NHLF
pCMV p53 (wild-type p53 genes), pCMV p53mt135
(dominant-negative mutants of p53) and pCMV β-galac-
tosidase were purchased from Clontech (San Jose, CA,
USA). All plasmids were purified using Qiagen plasmid
midi and maxi kits. NHLF were seeded into 6-cm dishes
and incubated in DMEM containing 10% FBS for 24 h,
after which time they had reached about 70% confluence.
After rinsing, the cells were incubated with 2.5 ml of lipo-
some solution comprised of serum-free Opti-MEM
medium, Lipofectamine 2000 (10 μl/plate), Lipo-
fectamine-Plus reagent (40 μl/plate), and plasmid DNA (3
μg/plate). After 5 h of incubation, the same amount of
Opti-MEM medium containing 20% FBS was added to the
dishes and the incubation was continued for another 19
h. After 24 h of transfection, the cells were washed twice
with PBS, and the liposome solution was replaced with
DMEM containing 10% FBS. After 24 h incubation, pro-
tein expression of p21, p27 and p53 was examined by
Western blot analysis. We assessed transfection efficacy by
co-transfecting cells with pCMV β-galactosidase and deter-
mining the number of cells that stained blue with X-gal.
Briefly, cells on collagen-coated membranes were fixed
with 0.25% glutaraldehyde for 10 min, washed twice with
PBS containing 1 mM MgCl2, and stained with 1 mg/ml X-
gal in a solution of 1 mM MgCl2, 5 mM K3Fe(CN)6, and 5
mM K4Fe(CN)6 for 4 h. The transfection efficacy was rou-
tinely found to be more than 40%.
Statistical analysis
Results are expressed as mean ± SE. Statistical analysis was
performed using ANOVA with Bonferroni corrections for
multiple comparisons. Comparisons were considered sta-
tistically significant at p < 0.05.
Results
Effect of hypoxia and DFX on NHLF proliferation
Moderate hypoxia (2% oxygen) promoted the incorpora-
tion of BrdU in serum-stimulated NHLF, whereas severe
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hypoxia (0.1% oxygen) and 100 μM DFX suppressed
BrdU incorporation (Fig. 1A). Cell cycle analysis using
propidium iodide staining revealed that severe hypoxia
and 100 μM DFX significantly decreased the percentage of
cells in S plus G2/M phases, whereas moderate hypoxia
had the opposite effect (Fig. 1B).
Effect of hypoxia and DFX on expression of p21 and p53
Real-time RT-PCR showed that expression of p21 mRNA
in NHLF decreased when cells were exposed to moderate
hypoxia, whereas severe hypoxia and DFX both signifi-
cantly increased the expression of p21 mRNA. In contrast,
no significant changes in the expression of p27 and p53
mRNA were detected (Fig. 2).
Western blot analysis showed that p21 protein expression
was decreased by moderate hypoxia, compatible with the
results of mRNA expression analysis. Severe hypoxia and
DFX both increased expression of p21 and p53 protein,
and decreased expression of p27 protein (Fig. 3).
To confirm the effect of hypoxia on p21 mRNA expres-
sion, we assessed p21 mRNA stability during hypoxia
using Act D. p21 mRNA stability was significantly
Effect of hypoxia and DFX on NHLF proliferationFigure 1
Effect of hypoxia and DFX on NHLF proliferation. A; Effects of hypoxia and DFX on BrdU incorporation in cultured 
NHLF: Cultured NHLF were exposed to 0.1% or 2% oxygen, or 100 μM DFX, in the presence of BrdU for 24 h. Severe 
hypoxia (0.1% oxygen) and DFX suppressed BrdU incorporation, but moderate hypoxia (2% oxygen) significantly enhanced 
incorporation. Data are expressed as mean ± SE (n = 6). *P < 0.05 versus the 21% oxygen control. B; Cell cycle analysis of 
NHLF exposed to hypoxia and DFX: Cultured NHLF (synchronized at G0/1 phases by serum depletion) were exposed to 0.1% 
or 2% oxygen, or 100 μM DFX, in the presence of 10% FBS. After 24 h, the cells were harvested and cell cycle analyses were 
performed using a flow cytometer with propidium iodide staining. Severe hypoxia and DFX significantly decreased the percent-
age of cells in the S plus G2/M phases, whereas moderate hypoxia had the opposite effect. Representative histograms are 
shown and the bar graph shows data expressed as mean ± SE (n = 4). Open bars, percentages of cells in the G0/1 phases; solid 
bars, percentages of cells in the S + G2/M phases. *P < 0.05 versus the 21% oxygen control.
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decreased under moderately hypoxic conditions relative
to the 21% oxygen control (Fig. 4).
Effect of p53 gene induction and silencing in NHLF
Transfection of cells with wild-type (Wt) and dominant-
negative mutation (DN) forms of p53 induced expression
of a massive amount of p53 protein. Only transfection
with Wt p53 induced expression of p21 protein and
decreased expression of p27 protein (Fig. 5A). RT-PCR
analysis showed that transfection with Wt p53 induced
p53 and p21 mRNA expression without affecting p27
mRNA expression (Fig. 5B). In contrast, transfection with
p53 siRNA inhibited expression of p53 and p21 protein,
and dose-dependently induced expression of p27 protein
(Fig. 6A). p53 gene silencing significantly suppressed p53
and p21 mRNA expression without affecting p27 mRNA
expression (Fig. 6B).
Effect of hypoxia and DFX on proliferation in siRNA-
transfected NHLF
Transfection of NHLF with p21, p27, and p53 siRNA sig-
nificantly inhibited the expression of each target protein.
p53 protein expression was significantly induced by DFX
and severe hypoxia. p27 protein expression was signifi-
cantly increased by p53 gene silencing, and decreased by
DFX and severe hypoxia. p21 protein expression was sig-
nificantly inhibited by p53 gene silencing, inhibited by
moderate hypoxia, and induced by DFX and severe
hypoxia (Fig. 7A, B). BrdU incorporation by p21 and p27
siRNA-transfected cells was significantly increased com-
pared with the control siRNA-transfected cells in 21% oxy-
gen. In moderate hypoxia, BrdU incorporation by p27
and p53 siRNA-transfected cells was significantly
increased compared with control siRNA-transfected cells,
whereas p21 siRNA-transfected cells did not undergo sig-
nificantly more proliferation than control siRNA-trans-
fected cells. In contrast, in severely hypoxic cells and cells
Expression of p21 and p53 mRNA in NHLF exposed tohy-poxia or DFXFigure 2
Expression of p21 and p53 mRNA in NHLF exposed 
tohypoxia or DFX. Cultured NHLF were exposed to 0.1% 
or 2% oxygen, or 100 μM DFX, for 24 h, then real-time RT-
PCR analyses were performed. The amount of p21 mRNA 
was increased by severe hypoxia but decreased by moderate 
hypoxia. No significant changes were detected in the expres-
sion of p27 and p53 mRNA. The bar graph shows the ratios 
of p21 (open bars), p27 (solid bars), and p53 (shaded bars) 
mRNA relative to the amount of β-actin mRNA. Data are 
expressed as mean ± SE (n = 6). *P < 0.05 versus the 21% 
oxygen control.
Expression of p21, p27 and p53 protein in NHLF exposed to hy oxia r DFXFigure 3
Expression of p21, p27 and p53 protein in NHLF 
exposed to hypoxia or DFX. Cultured NHLF were 
exposed to 0.1% or 2% oxygen, or 100 μM DFX, for 24 h, 
then Western blot analyses were performed. Expression of 
p21 was decreased by moderate hypoxia and increased by 
severe hypoxia and DFX. Expression of p53 was increased by 
severe hypoxia and DFX. Expression of p27 was decreased 
by severe hypoxia and DFX. The photomicrograph shown is 
a representative image from four similar experiments, and 
the bar graph shows the density ratios of p21 (open bars), 
p27 (solid bars), and p53 (shaded bars) protein bands relative 
to β-actin bands. Data are expressed as mean ± SE (n = 4). *P 
< 0.05 versus the 21% oxygen control.
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exposed to DFX, BrdU incorporation was significantly
increased by p21 and p53 siRNA transfection relative to
control siRNA-transfected cells (Fig. 7C).
Discussion
In the present study, we observed that moderate hypoxia
(2% oxygen) enhanced the proliferation of NHLF,
whereas severe hypoxia and DFX induced cell cycle arrest.
We also demonstrated that both severe hypoxia and DFX
cause cell cycle arrest via the p53-p21 pathway, but that
moderate hypoxia enhances cell proliferation via a p21
pathway that is independent of p53 and p27. Further, our
results suggest that p27 may be involved in compensating
for p53 in serum-stimulated NHLF proliferation.
Increased levels of growth factors derived from the accu-
mulation of HIF-1α are thought to regulate pulmonary
arterial cell proliferation under hypoxic conditions, given
that partial HIF-1α deficiency decreases the remodeling of
pulmonary arterioles in animals exposed to chronic
hypoxia [37]. Although HIF-1α regulates various tran-
scriptional genes encoding angiogenic factors, severe
hypoxia and iron depletion induce cell growth arrest. Our
finding that severe hypoxia (0.1% oxygen) suppresses
nucleotide synthesis is in line with the findings of previ-
ous studies in which several tumor cell lines were cultured
under hypoxic conditions or with iron chelators [16,17].
In other studies, it has been found that moderate hypoxia
(1 – 5% oxygen) enhances the proliferation of rat and
bovine PASMC, airway-smooth muscle cells, lung fibrob-
lasts and mesangial cells [3,18,19,38]. Our findings that
DNA synthesis is increased during moderate hypoxia, and
that the NHLF cell cycle progresses more quickly under
hypoxic than normoxic conditions, are also compatible
with previous findings.
There are some discrepancies regarding serum stimulation
when we compare our results using NHLF and previous
data obtained with human pulmonary artery fibroblasts
which proliferate in the face of hypoxia and low levels of
serum stimulation [39-41]. We do not have a complete
answer for this discrepancy at this time. However, several
papers have shown that normal fibroblasts (non-pulmo-
nary artery fibroblasts) exposed to hypoxia need relatively
high serum concentrations for posttranscriptional
processing or cell proliferation [7,42], suggesting that pul-
monary artery fibroblasts have a greater proliferative
potential than normal fibroblasts. In addition, we assume
that several CDK inhibitors associated with replicative
senescence, which has been known to be associated with
an increase in expression of p16, p21, and p19 [43,44],
may play a role in this discrepancy. Further, serum deple-
tion causes cell cycle arrest and an accumulation of p27
protein, and this degradation is enhanced by serum stim-
ulation and hypoxia [45]. Taken together, we speculate
that this increase of CDK inhibitors likely influences cell
growth and reactions to serum stimulation during
hypoxia, and our cells require relatively high levels of
serum to grow compared to the pulmonary artery fibrob-
lasts. However, further studies will be necessary to con-
firm this hypothesis.
p21 has been shown to regulate cell cycle progression
through either a p53-dependent or -independent pathway
[26,27,46,47]. Under conditions of moderate hypoxia, we
observed decreased p21 expression and increased DNA
synthesis with progress of the cell cycle in NHLF. In these
cells, however, p53 protein was not affected, and
decreased p21 stability was observed. These results indi-
cate that the decrease in p21 expression in moderate
hypoxia is independent of the p53 pathway, and is prob-
ably induced by a decrease in the stability of p21 mRNA.
The precise molecular mechanism responsible for p53-
independent p21 mRNA instability after exposure to
moderate hypoxia remains unclear. However, Esposio et
al. found that p21 protects cells from oxidative stress by
inhibiting DNA replication, and that oxidative stress sta-
bilizes p21 mRNA through mitogen-activated protein
kinase (MAPK) [48,49]. In addition, hyperoxic conditions
and application of hyperbaric oxygen induce p21 protein
independently of p53 protein and lung injury caused by
oxidative stress [27]. These observations may explain why
Stability of p21 mRNA exposed to hypoxia in NHLFFigure 4
Stability of p21 mRNA exposed to hypoxia in NHLF. 
Cultured NHLF were exposed to 0.1% or 2% oxygen, or 100 
μM DFX, and the stability of p21 mRNA was measured using 
RT-PCR after addition of 400 nM Act D. The stability of p21 
mRNA significantly decreased after 8 and 24 h of moderate 
hypoxia relative to the 21% oxygen control. Data are per-
centages of each maximal mRNA expression. 21% oxygen 
control (open bars), 2% oxygen (solid bars), 0.1% oxygen 
(shaded bars), and DFX (diagonal bars). Data are expressed 
as mean ± SE (n = 6). *P < 0.05 versus the 21% oxygen con-
trol.
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a p53-independent decrease in p21 was observed in mod-
erately hypoxic conditions. The decrease in p21 and cell
proliferation during moderate hypoxia could be due to
the secondary effects of decreased oxidative stress and
release of free oxygen radicals. However, further studies
are essential in order to determine the nature of the
hypoxic regulation of p21.
p53 protein expression must ordinarily rely on post-tran-
scriptional events, given that p53 protein is a very short-
lived protein owing to fast proteasomal degradation, and
that stabilization of the protein in response to a variety of
stresses, including hypoxic stress, has been found to evoke
a rapid increase in p53 levels [50]. In the present study we
found that p53 protein expression was increased after
severe hypoxic exposure and incubation with DFX, and
that p21 mRNA and protein expression also occurred.
However, in several previous studies using tumor cell
lines with the wild-type p53 gene, p53 accumulation
caused by iron chelators was found to induce p21 mRNA,
but p21 protein was not expressed in response to inhibi-
tion of p21 translation [16,17,32]. Fukuchi et al. reported
that p21 protein accumulation caused by iron chelators
was dependent on inhibition of the proteasome [16], and
Le et al. reported that p21 translation in the presence of
DFX required iron, since this translational disorder could
be reversed by the iron donor ferric ammonium citrate
[34]. This discrepancy between our results and those of
Effect of p53 gene induction on p21, p27 and p53 expression in NHLFFigure 5
Effect of p53 gene induction on p21, p27 and p53 expression in NHLF. Expression of p21, p27 and p53 was examined 
in NHLF transfected with plasmids encoding wild-type (Wt) and dominant-negative mutation (DN) forms of the p53 gene, or 
an empty vector (Mock). A: Western blot analysis showed that Wt p53 transfection induced p21 protein expression and 
decreased p27 protein expression, whereas no significant changes in p21 and p27 protein expression were observed for the 
Mock- and DN-transfected cells. The photomicrograph shown is a representative image from four similar experiments, and the 
bar graphs show the density ratios of p21 (open bars), p27 (solid bars), and p53 (shaded bars) protein bands relative to β-actin 
bands. Data are expressed as mean ± SE (n = 4). *P < 0.05 versus Mock control. B: RT-PCR analysis showed that Wt p53 
transfection induced p21 and p53 mRNA expression, whereas p27 mRNA was not affected. The bar graph shows the ratios of 
p21, p27 and p53 mRNA relative to the amount of β-actin mRNA. Open bars, Mock-transfected cells; solid bars, Wt p53-
transfected cells. Data are expressed as mean ± SE (n = 6). *P < 0.05 versus Mock transfection.
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previous studies could be explained by differences in the
cell lines used, because different cell lines may have differ-
ent hypoxic tolerances relative to each proteasomal activ-
ity or capacity for iron content. However, the precise
mechanism underlying this discrepancy is unknown and
the matter requires further investigation.
Mutations in p53 and reduced expression of p27 are fre-
quently observed in many human cancer cells, and
reduced expression of p27 is a common feature in cancers
with mutations in p53 [51-53]. Tumor development in
p53 mutant mice was also found to be accelerated by loss
of only a single allele of p27 [52]. These findings indicate
that p27 is an important cell cycle regulator in cells that
have a mutated p53 gene. In the present study, gene
silencing of p53 increased p27 protein expression, and
gene silencing of p27 could not suppress the increase in
moderate hypoxia-induced DNA synthesis. p27 protein
expression was not affected by mild hypoxia in our exper-
iments. On the contrary, p21 protein expression in p27
gene silenced NHLF was significantly decreased in mild
hypoxia. These results indicate that p27 gene silencing
could not suppress the growth of hypoxic NHLF because
the regulation of the p21 protein, which may have a criti-
cal role in mild hypoxic proliferation, was still active. Sur-
prisingly, silencing of the p53 gene did not induce a
significant increase in DNA synthesis at ambient oxygen
concentrations, whereas p21 expression was significantly
suppressed in these cells and silencing of the p21 gene had
a marked effect on proliferation. Given these results, we
Effect of p53 gene silencing on expression of p21, p27 and p53 in NHLFFigure 6
Effect of p53 gene silencing on expression of p21, p27 and p53 in NHLF. Expression of p21, p27 and p53 was exam-
ined in NHLF transfected with p53 siRNA (p53 KD) or control siRNA (Control). A: Western blot analysis showed that p53 
KD dose-dependently decreased the amount of p53 and p21 protein and increased the amount of p27 protein. The photomi-
crograph shown is a representative image from four similar experiments, and the bar graphs show the density ratios of p21 
(open bars), p27 (solid bars), and p53 (shaded bars) protein bands relative to β-actin bands. Data are expressed as mean ± SE 
(n = 4). *P < 0.05 versus control (no siRNA). B: RT-PCR analysis showed that p53 KD decreased the expression of p21 and 
p53 mRNA, whereas p27 mRNA was not affected relative to the control. Open bars, control siRNA-transfected cells; solid 
bars, p53 siRNA-transfected cells. Data are expressed as mean ± SE (n = 6). *P < 0.05 versus control siRNA transfection.
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Effect of hypoxia and DFX on proliferation in p21, p27 and p53 gene silenced NHLFFigure 7
Effect of hypoxia and DFX on proliferation in p21, p27 and p53 gene silenced NHLF. NHLF transfected with con-
trol (Control), p21 (p21 KD), p27 (p27 KD), or p53 (p53 KD) siRNA were exposed to 0.1% or 2% oxygen, or 100 μM DFX. 
Western blotting was performed, and BrdU incorporation was measured. Transfection with p21, p27, and p53 siRNA signifi-
cantly inhibited the expression of each target protein. p27 protein expression was increased by p53 KD transfection, and 
decreased by DFX and severe hypoxia. p21 protein expression was decreased by p53 KD transfection, decreased by moderate 
hypoxia, and increased by DFX and severe hypoxia. A: The photomicrographs shown are representative images from four sim-
ilar experiments. B: The bar graphs show the density ratios of Control (open bars), p21 KD (solid bars), p27 KD (shaded bars), 
and p53 KD (diagonal bars) protein bands relative to β-actin bands. Data are expressed as mean ± SE (n = 4). *P < 0.05 versus 
control siRNA (Control). †P < 0.05 versus each siRNA in 21% oxygen. C: BrdU incorporation by p21 KD- and p27 KD-trans-
fected cells was significantly increased compared with control cells in 21% oxygen. For moderate hypoxia, BrdU incorporation 
by p27 KD- and p53 KD-transfected cells was significantly increased compared with control cells, but p21 KD-transfected cells 
did not undergo any significant increase in proliferation. In severely hypoxic cells and cells exposed to DFX, BrdU incorpora-
tion was significantly increased in p21 KD- and p53 KD-transfected cells compared with control cells. The bar graph shows 
data expressed as mean ± SE (n = 6). Control siRNA (open bars), p21 KD (solid bars), p27 KD (shaded bars), and p53 KD 
(diagonal bars). *P < 0.05 versus control siRNA (Control). †P < 0.05 versus each siRNA in 21% oxygen.
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conclude that p27 does not play a central role in oxygen-
dependent NHLF proliferation, but does play a role in
compensating for p53-suppressed proliferation in NHLF.
Wu et al. reported that in serum-stimulated fibroblasts
from p53 knock-out mice, p21 could not be activated, but
p27 protein could be induced without a decrease in cyclin
A expression [54]. This compensative role of p27 in the
loss of the p53 protein is in line with the results of our
study. In addition, our results regarding p21 and p53 gene
silencing also suggest that accumulation of p53 during
hypoxia or DFX treatment plays a critical role in cell cycle
regulation via the p53-p21 pathway.
Conclusion
We showed that decreased oxygen levels increased NHLF
proliferation but very low oxygen levels caused cell cycle
arrest. Decreased expression of p21 protein may play a
p53-independent role during hypoxia-induced NHLF pro-
liferation, but hypoxic cell cycle arrest is regulated by p21
induction by hypoxic accumulation of p53. p27 may have
a compensatory role for the p53 pathway. Hypoxic pul-
monary fibroblast proliferation may contribute to the
progression of hypoxia-associated fibroblastic lung dis-
eases and hypoxic pulmonary remodeling. We believe
that a better understanding of the cellular mechanisms in
hypoxic NHLF will lead to improved modes of therapy for
hypoxia-associated changes in lung tissue structure and
aid in the remodeling of the lung.
Competing interests
The authors declare that they have no competing interests.
Authors' contributions
SM conceived the ideas investigated in this study, carried
out the laboratory measurements and drafted the manu-
script. HB and NV participated in the revision of the man-
uscript. YU and MK participated in the laboratory
measurements and data analyses. SA and IM participated
in the design of the study. TI supervised the study and was
involved in writing the manuscript. All authors read and
approved the final manuscript.
Acknowledgements
This work was supported by Grants-in-Aid for Scientific Research (No. 
16590743 and 17790529) from the Ministry of Education, Science, and Cul-
ture, Japan.
References
1. Olman MA, White KE, Ware LB, Simmons WL, Benveniste EN, Zhu
S, Pugin J, Matthay MA: Pulmonary edema fluid from patients
with early lung injury stimulates fibroblast proliferation
through IL-1 beta-induced IL-6 expression.  J Immunol 2004,
172(4):2668-2677.
2. Shahar I, Fireman E, Topilsky M, Grief J, Schwarz Y, Kivity S, Ben-
Efraim S, Spirer Z: Effect of endothelin-1 on alpha-smooth mus-
cle actin expression and on alveolar fibroblasts proliferation
in interstitial lung diseases.  Int J Immunopharmacol 1999,
21(11):759-775.
3. Cogo A, Napolitano G, Michoud MC, Barbon DR, Ward M, Martin JG:
Effects of hypoxia on rat airway smooth muscle cell prolifer-
ation.  J Appl Physiol 2003, 94(4):1403-1409.
4. Helfman T, Falanga V: Gene expression in low oxygen tension.
Am J Med Sci 1993, 306(1):37-41.
5. Björnheden T, Levin M, Evaldsson M, Wiklund O: Evidence of
hypoxic areas within the arterial wall in vivo.  Arterioscler
Thromb Vasc Biol 1999, 19(4):870-876.
6. Papakonstantinou E, Karakiulakis G, Tamm M, Perruchoud AP, Roth
M: Hypoxia modifies the effect of PDGF on glycosaminogly-
can synthesis by primary human lung cells.  Am J Physiol Lung Cell
Mol Physiol 2000, 279(5):L825-834.
7. Horino Y, Takahashi S, Miura T, Takahashi Y: Prolonged hypoxia
accelerates the posttranscriptional process of collagen syn-
thesis in cultured fibroblasts.  Life Sci 2002, 71(26):3031-3045.
8. Leufgen H, Bihl MP, Rüdiger JJ, Gambazzi J, Perruchoud AP, Tamm M,
Roth M: Collagenase expression and activity is modulated by
the interaction of collagen types, hypoxia, and nutrition in
human lung cells.  J Cell Physiol 2005, 204(1):146-154.
9. Karakiulakis G, Papakonstantinou E, Aletras AJ, Tamm M, Roth M:
Cell type-specific effect of hypoxia and platelet-derived
growth factor-BB on extracellular matrix turnover and its
consequences for lung remodeling.  J Biol Chem 2007,
282(2):908-915.
10. Groves BM, Reeves JT, Sutton JR, Wagner PD, Cymerman A, Malco-
nian MK, Rock PB, Young PM, Houston CS: Operation Everest II:
elevated high-altitude pulmonary resistance unresponsive to
oxygen.  J Appl Physiol 1987, 63(2):521-530.
11. Hainsworth R, Drinkhill MJ: Cardiovascular adjustments for life
at high altitude.  Respir Physiol Neurobiol 2007, 158(2–3):204-211.
12. Biernacki W, Flenley DC, Muir AL, MacNee W: Pulmonary hyper-
tension and right ventricular function in patients with
COPD.  Chest 1988, 94(6):1169-75.
13. Part One, MacNee W: Pathophysiology of cor pulmonale in
chronic obstructive pulmonary disease.  Am J Respir Crit Care
Med 1994, 150(3):833-852.
14. Semmens M, Reid L: Pulmonary arterial muscularity and right
ventricular hypertrophy in chronic bronchitis and emphy-
sema.  Br J Dis Chest 1974, 68:253-263.
15. Hatakeyama M, Weinberg RA: The role of RB in cell cycle con-
trol.  Prog Cell Cycle Res 1995, 1:9-19.
16. Fukuchi K, Tomoyasu S, Watanabe H, Tsuruoka N, Gomi K: G1
accumulation caused by iron deprivation with deferoxamine
does not accompany change of pRB status in ML-1 cells.  Bio-
chim Biophys Acta 1997, 1357(3):297-305.
17. Gardner LB, Li Q, Park MS, Flanagan WM, Semenza GL, Dang CV:
Hypoxia inhibits G1/S transition through regulation of p27
expression.  J Biol Chem 2001, 276(11):7919-7926.
18. Norman JT, Clark IM, Garcia PL: Hypoxia promotes fibrogenesis
in human renal fibroblasts.  Kidney Int 2000, 58(6):2351-2366.
19. Sahai A, Mei C, Pattison TA, Tannen RL: Chronic hypoxia induces
proliferation of cultured mesangial cells: role of calcium and
protein kinase C.  Am J Physiol 1997, 273(6 Pt 2):F954-960.
20. Adachi S, Ito H, Tamamori-Adachi M, Ono Y, Nozato T, Abe S, Ikeda
Ma, Marumo F, Hiroe M: Cyclin A/cdk2 activation is involved in
hypoxia-induced apoptosis in cardiomyocytes.  Circ Res 2001,
88(4):408-414.
21. Roy S, Khanna S, Bickerstaff AA, Subramanian SV, Atalay M, Bierl M,
Pendyala S, Levy D, Sharma N, Venojarvi M, Strauch A, Orosz CG,
Sen CK: Oxygen sensing by primary cardiac fibroblasts: a key
role of p21Waf1/Cip1/Sdi1.  Circ Res 2003, 92(3):264-271.
22. Graff P, Amellem O, Seim J, Stokke T, Pettersen EO: The role of
p27 in controlling the oxygen-dependent checkpoint of
mammalian cells in late G1.  Anticancer Res 2005,
25(3B):2259-2267.
23. Wang G, Reisdorph R, Clark RE Jr, Miskimins R, Lindahl R, Miskimins
WK: Cyclin dependent kinase inhibitor p27Kip1 is upregu-
lated by hypoxia via an ARNT dependent pathway.   J Cell Bio-
chem 2003, 90(3):548-560.
24. Yu L, Quinn DA, Garg HG, Hales CA: Cyclin-dependent kinase
inhibitor p27Kip1, but not p21WAF1/Cip1, is required for
inhibition of hypoxia-induced pulmonary hypertension and
remodeling by heparin in mice.  Cir Res 2005, 97(9):937-945.
25. Yu L, Quinn DA, Garg HG, Hales CA: Gene expression of cyclin-
dependent kinase inhibitors and effect of heparin on their
Publish with BioMed Central   and  every 
scientist can read your work free of charge
"BioMed Central will be the most significant development for 
disseminating the results of biomedical research in our lifetime."
Sir Paul Nurse, Cancer Research UK
Your research papers will be:
available free of charge to the entire biomedical community
peer reviewed and published immediately upon acceptance
cited in PubMed and archived on PubMed Central 
yours — you keep the copyright
Submit your manuscript here:
http://www.biomedcentral.com/info/publishing_adv.asp
BioMedcentral
Respiratory Research 2009, 10:17 http://respiratory-research.com/content/10/1/17
Page 12 of 12
(page number not for citation purposes)
expression in mice with hypoxia-induced pulmonary hyper-
tension.  Biochem Biophys Res Commun 2006, 345(4):1565-1572.
26. Mizuno S, Kadowaki M, Demura Y, Ameshima S, Miyamori I, Ishizaki
T: p42/44 Mitogen-activated protein kinase regulated by p53
and nitric oxide in human pulmonary arterial smooth muscle
cells.  Am J Respir Cell Mol Biol 2004, 31(2):184-192.
27. O'Reilly MA, Staversky RJ, Watkins RH, Reed CK, de Mesy Jensen KL,
Finkelstein JN, Keng PC: The cyclin-dependent kinase inhibitor
p21 protects the lung from oxidative stress.  Am J Respir Cell Mol
Biol 2001, 24(6):703-710.
28. Graeber TG, Osmanian C, Jacks T, Housman DE, Koch CJ, Lowe SW,
Giaccia AJ: Hypoxia-mediated selection of cells with dimin-
ished apoptotic potential in solid tumours.  Nature 1996,
379(6560):88-91.
29. Yu J, Wang Z, Kinzler KW, Vogelstein B, Zhang L: PUMA mediates
the apoptotic response to p53 in colorectal cancer cells.  Proc
Natl Acad Sci USA 2003, 100(4):1931-1936.
30. An WG, Kanekal M, Simon MC, Maltepe E, Blagosklonny MV, Neck-
ers LM: Stabilization of wild-type p53 by hypoxia-inducible
factor 1alpha.  Nature 1998, 392(6674):405-408.
31. Blagosklonny MV, An WG, Romanova LY, Trepel J, Fojo T, Neckers
L: p53 inhibits hypoxia-inducible factor-stimulated transcrip-
tion.  J Biol Chem 1998, 273(20):11995-11998.
32. Ashcroft M, Taya Y, Vousden KH: Stress signals utilize multiple
pathways to stabilize p53.  Mol Cell Biol 2000, 20(9):3224-3233.
33. Koumenis C, Alarcon R, Hammond E, Sutphin P, Hoffman W, Murphy
M, Derr J, Taya Y, Lowe SW, Kastan M, Giaccia A: Regulation of
p53 by hypoxia: dissociation of transcriptional repression
and apoptosis from p53-dependent transactivation.  Mol Cell
Biol 2001, 21(4):1297-1310.
34. Le NT, Richardson DR: Potent iron chelators increase the
mRNA levels of the universal cyclin-dependent kinase inhib-
itor p21(CIP1/WAF1), but paradoxically inhibit its transla-
tion: a potential mechanism of cell cycle dysregulation.
Carcinogenesis 2003, 24(6):1045-1058.
35. Graeber TG, Peterson JF, Tsai M, Monica K, Fornace AJ Jr, Giaccia AJ:
Hypoxia induces accumulation of p53 protein, but activation
of a G1-phase checkpoint by low-oxygen conditions is inde-
pendent of p53 status.  Mol Cell Biol 1994, 14(9):6264-6277.
36. López-Barneo J, del Toro R, Levitsky KL, Chiara MD, Ortega-Sáenz P:
Regulation of oxygen sensing by ion channels.  J Appl Physiol
2004, 96(3):1187-1195.
37. Yu AY, Shimoda LA, Iyer NV, Huso DL, Sun X, McWilliams R, Beaty
T, Sham JS, Wiener CM, Sylvester JT, Semenza GL: Impaired phys-
iological responses to chronic hypoxia in mice partially defi-
cient for hypoxia-inducible factor 1a.  J Clin Invest 1999,
103(5):691-696.
38. Krick S, Hanze J, Eul B, Savai R, Seay U, Grimminger F, Lohmeyer J,
Klepetko W, Seeger W, Rose F: Hypoxia-driven proliferation of
human pulmonary artery fibroblasts: cross-talk between
HIF-1alpha and an autocrine angiotensin system.  FASEB J
2005, 19(7):857-859.
39. Rose F, Grimminger F, Appel J, Heller M, Pies V, Weissmann N, Fink
L, Schmidt S, Krick S, Camenisch G, Gassmann M, Seeger W, Hänze
J: Hypoxic pulmonary artery fibroblasts trigger proliferation
of vascular smooth muscle cells: role of hypoxia-inducible
transcription factors.  FASEB J 2002, 16(12):1660-1661.
40. Eul B, Rose F, Krick S, Savai R, Goyal P, Klepetko W, Grimminger F,
Weissmann N, Seeger W, Hänze J: Impact of HIF-1alpha and
HIF-2alpha on proliferation and migration of human pulmo-
nary artery fibroblasts in hypoxia.  FASEB J 2006, 20(1):163-165.
41. Welsh DJ, Scott P, Plevin R, Wadsworth R, Peacock AJ: Hypoxia
enhances cellular proliferation and inositol 1,4, 5-triphos-
phate generation in fibroblasts from bovine pulmonary
artery but not from mesenteric artery.  Am J Respir Crit Care
Med 1998, 158(6):1757-1762.
42. Falanga V, Kirsner RS: Low oxygen stimulates proliferation of
fibroblasts seeded as single cells.  J Cell Physiol 1993,
154(3):506-510.
43. Munro J, Steeghs K, Morrison V, Ireland H, Parkinson EK: Human
fibroblast replicative senescence can occur in the absence of
extensive cell division and short telomeres.  Oncogene 2001,
20(27):3541-3552.
44. Collado M, Medema RH, Garcia-Cao I, Dubuisson ML, Barradas M,
Glassford J, Rivas C, Burgering BM, Serrano M, Lam EW: Inhibition
of the phosphoinositide 3-kinase pathway induces a senes-
cence-like arrest mediated by p27Kip1.  J Biol Chem 2000,
275(29):21960-21968.
45. Kadowaki M, Mizuno S, Demura Y, Ameshima S, Miyamori I, Ishizaki
T: Effect of hypoxia and Beraprost sodium on human pulmo-
nary arterial smooth muscle cell proliferation: the role of
p27kip1.  Respir Res 2007, 8(77):.
46. Brown JP, Wei W, Sedivy JM: Bypass of senescence after disrup-
tion of p21CIP1/WAF1 gene in normal diploid human fibrob-
lasts.  Science 1997, 277(5327):831-834.
47. Datto MB, Li Y, Panus JF, Howe DJ, Xiong Y, Wang XF: Transform-
ing growth factor β induces the cyclin-dependent kinase
inhibitor p21 through a p53-independent mechanism.  Proc
Natl Acad Sci USA 1995, 92(12):5545-5549.
48. Esposito F, Cuccovillo F, Russo L, Casella F, Russo T, Cimino F: A
new p21waf1/cip1 isoform is an early event of cell response
to oxidative stress.  Cell Death Differ 1998, 5(11):940-945.
49. Esposito F, Cuccovillo F, Vanoni M, Cimino F, Anderson CW, Appella
E, Russo T: Redox-mediated regulation of p21waf1/cip1
expression involves a post-transcriptional mechanism and
activation of the mitogen-activated protein kinase pathway.
Eur J Biochem 1997, 245(3):730-737.
50. Haupt Y, Maya R, Kazaz A, Oren M: Mdm2 promotes the rapid
degradation of p53.  Nature 1997, 387(6630):296-299.
51. Fero ML, Randel E, Gurley KE, Roberts JM, Kemp CJ: The murine
gene p27Kip1 is haplo-insufficient for tumour suppression.
Nature 1998, 396(6707):177-180.
52. Philipp-Staheli J, Kim KH, Liggitt D, Gurley KE, Longton G, Kemp CJ:
Distinct roles for p53, p27Kip1, and p21Cip1 during tumor
development.  Oncogene 2004, 23(4):905-913.
53. Philipp-Staheli J, Kim KH, Payne SR, Gurley KE, Liggitt D, Longton G,
Kemp CJ: Pathway-specific tumor suppression. Reduction of
p27 accelerates gastrointestinal tumorigenesis in Apc
mutant mice, but not in Smad3 mutant mice.  Cancer Cell 2002,
1(4):355-368.
54. Wu RC, Schönthal AH: Activation of p53-p21waf1 pathway in
response to disruption of cell-matrix interactions.  J Biol Chem
1997, 272(46):29091-29098.
